A role for activated Cdc42 in glioblastoma multiforme invasion

SUPPLEMENTARY MATERIALS AND METHODS
In vivo orthotopic mouse U87MG glioma xenograft studies
All mouse studies were approved and performed in accordance with the policies and regulations of the Institutional Animal Care and Use Committee of the University of Toronto and the Hospital for Sick Children, in Toronto. Athymic NOD scid gamma mice (The Jackson Laboratory, Bar Harbor, ME) underwent intracranial (right frontal lobe) implantation of 2.5x10 5 tumour cells in 2.5 μl of PBS using a Hamilton syringe on a stereotaxic frame. Doxycycline was administered in the animal's food (HarlanLaboratories, Madison, WI) 7 days after surgical implantation of tumour cells. Kaplan-Meier survival curves were established and statistical analyses performed with GraphPad Prism5.
Mass spectroscopy -samples run on the Q-Exactive-
Samples were analyzed on a Orbitrap analyzer (Q-Exactive, ThermoFisher, San Jose, CA) outfitted with a nanospray source and EASY-nLC nano-LC system (ThermoFisher, San Jose, CA). Lyophilized peptide mixtures were dissolved in 0.1% formic acid and loaded onto a 75μm x 50cm PepMax RSLC EASY-Spray column filled with 2μM C18 beads (ThermoFisher San, Jose CA) at a pressure of 800 Bar. Peptides were eluted over 60 min at a rate of 250nl/min using a 0 to 30% acetonitrile gradient in 0.1% formic acid. Peptides were introduced by nano-electrospray into the Q-Exactive mass spectrometer (Thermo-Fisher). The instrument method consisted of one MS full scan (400-1500 m/z) in the Orbitrap mass analyzer with an automatic gain control (AGC) target of 1e6, maximum ion injection time of 120 ms and a resolution of 70,000 followed by 10 data-dependent MS/ MS scans with a resolution of 17,500, an AGC target of 1e6, maximum ion time of 120ms, and one microscan. The intensity threshold to trigger a MS/MS scan was set to 3.3e4. Fragmentation occurred in the HCD trap with normalized collision energy set to 27. The dynamic exclusion was applied using a setting of 10 seconds.
3D Spheroid proliferation assay
Proliferation in 3D culture was measured using Cultrex 3D Spheroid Colorimetric Proliferation/Viability Assay (Trevigen). Briefly, cells (5,000/well) were plated in triplicates in a round-bottom 3D Culture Qualified 96 well Spheroid Formation Plate in Spheroid Formation Extracellular Matrix (ECM), allowed to form spheroids for 72 hrs, and treated with appropriate concentrations of doxycycline for indicated times using the MTT assay as recommended by the manufacturer. The MTT assay was performed on spheroids for 72 hr without any treatment. Absorbance at 570 nm was corrected for the background which was comprised of ECM alone.
